After washing in phosphate buffer, the liver slices were immersed in phosphate buffrr solution with 10% glycerol for 3 hr. and frozen in isopentane cooled in liquid nitrogen. Sections (8 tm) were prepared with a cryostat at -20C. The sections were collected on pre-treated slides, dried 10 mm at 60C, stored at -20C, and used within a month.
Paraffin-embeddedSections.
The blocks fixed with PF, either by perfusion or by immersion, and those fixed with BF were dehydrated in 70% alcohol for 30 mm, 95% alcohol for 30 mm, and two baths of absolute alcohol for 30 mm each. The blocks fixed with EAA were dehydrated in two baths ofabsolute alcohol for 30 mm each. Then in each case the blocks were immersed in three successive baths ofl-butanol (Prolabo; Paris, France) over 48 hr. Blocks were then immersed in three paraplast baths (Medite;
Burgdorf, FRG) for 1 hr each at 60C and embedded.
New paraplast was used for every bath. Kur-tm sections were made, collected on pre-treated slides, and dried for 24 hr at 37C. They were hybridized immediately or stored at 4C for only a few days. Paraffin-embedded blocks were stored at 4C and used within six months.
Preparation of the Hybridization Probe
The AIb cDNA probe used in this study is the recombinant 
In Situ Hybridization
Section Pre-treatment.
Cryostat
Sections.
These were dehydrated in graded alcohols and airdried, placed for 20 mm in 0.2 N HCI, rinsed in water, incubated in 2 x SSC at 70'C for 30 mm, rinsed again in water, immersed in 0.250 mg/mi pronase R solution (Calbiochem; Lajolla, CA) in 50 mM Tris-HCI, pH 7.5, 5 mM EDTA, for 10 rain at room temperature.
The action of pronase was stopped by a passage for 30 sec in a 2 mg/mI solution ofglycin in PBS, and then by washing in PBS. The sections were fixed in a 4% solution of PF in PBS, pH 7.35, for 20 mm, rinsed in PBS, dehydrated in graded alcohols, and air-dried (5).
Paraffin-embedded Sections.
These were deparaffined by two washes of xylene for 10 mm each, then by two washes of absolute ethanol for 10 mm each. They were dried and placed in 0.2 N HCI for 20 mm. The 5cction incubation step in 2 x SSC at 70C for 30 mm used for cryostat sections was omitted, since it resulted in the detachment of many sections. After washing in distilled water, the sections were incubated in a 2 sg/ml proteinase K solution 
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r #{149} 4r .. On sections from 6-month-old blocks, the signal level was of the same order as on the sections from the 3-month-old blocks ('liable 1). As has already been stressed for localization of proteins by immunocytochemical studies (13), it is important to realize that mRNA sensitivity to fixation may vary from one nucleic acid sequence to another and from one tissue to another. Therefore, extrapolation of our results to other RNA species and to other tissues may need some specific adjustments.
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